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A transcriptional map for human respiratory syncytial virus was determined by measuring the kinetics of
viral gene inactivation in response to UV irradiation. Monolayer cell cultures of respiratory syncytial virus-
infected HEp-2 cells were exposed to UV light, and residual viral RNA synthesis was monitored both by gel
electrophoresis and by hybridization to dot blots of cloned cDNAs of the 10 known viral genes. Target sizes for
the 10 individual viral genes were calculated relative to the UV sensitivity of intracellular viral genome
replication. Target size analysis indicated that the 10 viral genes were transcribed as a single transcriptional
unit and that the transcription of an individual gene was dependent on the prior transcription of all the
preceding genes. The order of gene transcription (with nomenclature according to encoded proteins) was
determined to proceed from the promoter as follows: 14K, IIK, N, P, M, 9.5K, 36K, F, 24K, L.
Human respiratory syncytial (RS) virus, a paramyxovirus
(20), is an important cause of respiratory tract infections
among young children (3). The RS viral genome is a single
negative strand ofRNA that is the template for transcription
of 10 unique polyadenylated mRNAs (5, 6). The genome
molecular weight is estimated to be 5.0 x 106 to 5.62 x 106
based on electrophoretic mobility (17) and on the sum of
transcript molecular weights (5, 6, 17). The 10 virus-specific
mRNAs have been characterized by in vitro translation of
each individual mRNA isolated by either electrophoresis or
hybridization selection with cDNA clones (5, 18, 23). These
data identified 10 unique RS virus proteins and showed that
each protein was encoded by a separate mRNA.
Of the 10 known viral proteins, 7 have been identified as
virion structural proteins: N, the 42,000-molecular-weight
(42K) major nucleocapsid protein; P, the phosphoprotein
(34K); M, the matrix protein (26K); L, the large nucleocap-
sid protein (200K); a 24K protein; G, the 84K glycoprotein;
and F, the 68K glycoprotein which is cleaved to yield
disulfide-linked 22K and 50K polypeptides (1, 3, 5, 12, 16a,
18, 24). The remaining three virus-specific proteins are the
9.5K, 11K, and 14K proteins; these three are candidates to
be nonstructural proteins (18).
Previously, we deduced a map of the RS virus genome by
analysis of the relationships between the 10 unique mRNAs
and a number of minor polycistronic readthrough transcripts
(3a, 5, 6). Those studies determined the placement of the
various genes relative to one another, but did not determine
the location and number of possible promoter sites or the
order of gene transcription.
One method that can be used to localize genes relative to
their promoter site(s) is inactivation by UV light (22). Low
doses of UV light introduce lesions, thought to be uracil
dimers, randomly into RNA sequences. Each lesion within
an RNA template can block progression of the RNA poly-
merase (19). Thus the sensitivity of a gene to UV irradiation
depends on the length of nucleic acid that must be traversed
for expression of that gene. UV inactivation kinetics can be
used to calculate nucleic acid molecular weights by compari-
sons with the inactivation kinetics of targets of known size.
UV inactivation studies have been used to establish the
number of promoter sites and predict the transcriptional
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gene order for the rhabdoviruses (vesicular stomatitis virus
[VSV] [1, 2] and rabies virus [13]) and the paramyxoviruses
(Newcastle disease virus [NDV] [4] and Sendai virus [15]).
In the case of VSV, the transcriptional order determined by
UV studies was shown to correspond to the 3' to 5' physical
order of the genes (16).
The transcriptional mapping experiments reported here
were performed by the application of increasing UV doses to
RS virus-infected cells. This approach was required because
a reliable in vitro polymerase assay that would allow moni-
toring of transcription from UV-treated, purified virions has
not been developed for RS virus. The work reported here
provided evidence for a single promoter site for RS virus
transcription, determined the order of gene transcription,
and defined a viral transcriptional map that agrees with the
gene order determined by analysis of readthrough transcripts
(6).
(Preliminary results from this work were reported at the
83rd Annual Meeting of the American Society for Microbiol-
ogy, New Orleans, La., 6 to 11 March 1983 [L. E. Dickens,
P. L. Collins, and G. W. Wertz, Abstr. Annu. Meet. Am.
Soc. Microbiol. 1983, T2, p. 300] and in Collins et al. [3a]).
MATERIALS AND METHODS
Cell culture and virus preparation. The A2 strain of RS
virus was propagated in monolayer cultures of HEp-2 cells in
Eagle minimal essential medium containing 5% heat-inacti-
vated fetal calf serum (17).
Preparation of radiolabeled RNA. RS virus-infected HEp-2
cell cytoplasmic RNA was prepared in three different ways
to allow optimal analysis of either message or genomic RNA.
(i) For analysis ofmRNA by gel electrophoresis, monolay-
er cultures of HEp-2 cells were infected with RS virus at a
multiplicity of infection of 1. After a 2-h adsorption period,
fresh medium was added. At 17 h postinfection (p.i.), 4 pLg of
actinomycin D per ml and 100 ,ug of cycloheximide per ml
were added. At 17.5 h p.i., cells were washed free of minimal
essential medium and covered with a phosphate-buffered
saline solution before exposure to 6.5 ergs/mm2 per s of UV
light. At 18 h p.i., fresh medium containing 50 ,uCi of [5-
3H]uridine and the aforementioned inhibitors was added,
and RNA was labeled from 18 to 21 h p.i. Labeled medium
was removed, and cytoplasmic extracts were prepared by
CsCl gradient centrifugation as described previously (8).
(ii) When mRNA synthesis was assayed by hybridization
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to individual cDNAs, the mRNA was labeled with 32p in the
same manner as above except the following changes were
made. At 16 h p.i., medium was replaced with phosphate-
free minimal essential medium with no inhibitors. At 17.5 h
p.i., cells were washed and covered with a saline solution
before UV exposure. After UV irradiation, fresh phosphate-
free medium containing 0.2 mCi of 32p, per ml, actinomycin
D, and cycloheximide was added as described above. The
mRNA was purified by sedimentation through CsCl as
described above.
(iii) Genomic RNA in virus-infected cytoplasmic extracts
was assayed in a protocol identical to that described in
procedure i except that radiolabeling with [3H]uridine was
carried out in the presence of medium containing actinomy-
cin D alone. RNA was labeled from 18 to 21 h p.i.,
cytoplasmic extracts were prepared, and RNA was isolated
by phenol extraction and recovered by ethanol precipitation
as described previously (27).
Gel electrophoresis. Total cytoplasmic RNA was prepared
as described above and analyzed by electrophoresis on 1.5%
agarose gels containing 6 M urea (26). Genome-sized RNA
was analyzed in a similar fashion except the RNA was
denatured with glyoxal (17) immediately before electropho-
resis. The radiolabeled RNA in the gels was then analyzed
by fluorography, using presensitized Kodak XAR-5 film.
Film was scanned by an LKB densitometer. The film
exposures selected for analysis were within a predetermined
range at which film response was directly proportional to
radioactivity.
Dot blot hybridization analysis. Ten unique cDNA clones
of RS virus mRNAs were constructed previously (6). Based
on sequence analysis (unpublished data), cDNA clones for
the F, N, 24K, and 9.5K genes were >94% complete. Clones
for the M, P, 36K, and 14K genes were 50 to 80% complete,
and the L cDNA represented 35% of the gene, based on
estimates of cDNA insert sizes. Plasmid DNAs containing
the cDNA inserts were denatured and spotted onto nitrocel-
lulose filters (Schleicher & Schuell, Inc.) (21). The filters
were prehybridized at 60°C for 5 to 6 h with a solution
containing 200 ,ug of polyadenylate (Sigma Chemical Co.)
per ml, 4x SSC (lx SSC = 0.15 M NaCl plus 0.015 M
sodium citrate), 50 mM sodium phosphate buffer (pH 6.5),
100 ,ug of yeast tRNA per ml, 300 ,ug of denatured calf
thymus DNA per ml, and 0.1% sodium dodecyl sulfate. The
hybridization solution contained the ingredients listed above
with the following substitutions and additions: 3x SSC,
Denhardt solution (9), 100 p.g of denatured calf thymus DNA
per ml, and 32P-labeled RNA probe. Hybridization was for
12 h at 60°C. The nitrocellulose filters were then washed
extensively for 1 h at 42°C with several changes of 2x SSC
and 0.1% sodium dodecyl sulfate followed by a second wash
of 1 h at 42°C with 0.1x SSC and 0.1% sodium dodecyl
sulfate. The hybridized filters were analyzed by autoradiog-
raphy with Kodak XAR-5 film with an intensifying screen for
1 to 24 h at -70°C. Filters were then cut, and 32P-labeled
hybridized RNA was quantitated by liquid scintillation
counting.
RESULTS
Transcriptional mapping analysis. UV inactivation studies
were performed with RS virus-infected HEp-2 cell cultures
at 18 to 21 h p.i., when intracellular viral transcription was
proceeding at the maximal rate (17). In experiments designed
to monitor the effect of UV irradiation on gene transcription
alone, cycloheximide was added before UV treatment to
block replication of undamaged viral genomes; otherwise,
transcription from newly replicated genomes would result in
artifactual inactivation rates for individual genes. The effect
ofUV irradiation on transcription of each of the mRNAs was
monitored in two ways: (i) by gel electrophoresis of radiola-
beled RNA and (ii) by hybridization of 32P-labeled mRNA to
dot blots of cDNA clones of the 10 known viral genes. All 10
viral mRNAs could be monitored by hybridization to cloned
cDNAs. However, it was necessary to use gel electrophore-
sis for quantitating the accumulation of full-length genomic
RNA. Among the individual mRNAs, only the N protein
mRNA (band 4), F protein mRNA (band 5), and L protein
mRNA (band 7) were resolved adequately by gel electropho-
resis (bands 1, 2, and 3 contain multiple mRNAs [6] [Fig. 1]).
Therefore, the accumulation of the N, F, and L mRNAs was
monitored by both techniques to demonstrate that the two
techniques were comparable.
As shown previously, the transcripts of RS virus were
separated by electrophoretic mobility into six major species,
RNA bands 1 to 5 and 7, ranging in molecular weight from
0.2 x 106 to 2.6 x 106 (6, 17), and several minor bands.
These RNAs have been characterized and identified in
previous works (3a, 5, 6, 17; Y. T. Huang, Ph.D. thesis,
University of North Carolina, Chapel Hill, 1983). Bands 4, 5,
and 7 each contain a single unique mRNA species, and these
encode, respectively, the N, 59K, and L proteins, although
this last identification was indirect. The 59K protein made in
vitro was identified as the unglycosylated precursor of the F
protein by peptide mapping and comparison with the peptide
map of the 68K glycosylated form made in vivo. Band 1










FIG. 1. Effect of UV irradiation on RS virus mRNA synthesis.
RS virus-infected cells treated with cycloheximide and actinomycin
D were exposed to UV irradiation for the following times (in
seconds): 0 (lane A), 5 (lane B), 15 (lane C), 30 (lane D), 45 (lane E),
or 60 (lane F). Lane G contains RS virus mRNA markers. The
mRNAs were labeled with [3H]uridine for 3 h, purified, and ana-
lyzed by electrophoresis in 1.5% agarose-urea gels. A fluorogram of
the gel is shown. The positions of viral mRNAs are indicated both
by number and protein coding assignment.
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Consistent with the results for the gel electrophoresis
experiments described above, production of the largest
\L mRNA, L, was most sensitive to UV treatment, whereas
\,,transcription of two of the small mRNAs that encode the
20 40 i11K and 14K proteins was very UV resistant. Notably,
however, production of the third component ofRNA band 1,
9.5K protein mRNA, was much more sensitive than the
other two. The amount of each mRNA transcribed as a
function of UV dose received is displayed in Fig. 4. Inactiva-
tion rates of genes whose messages have identical molecular
N weights when assayed by denaturing gel conditions (17) were
lo~O~markedly different. For example, the P and 36K protein (G)2040 60 ~messages (which have the same relative electrophoretic
V mobility), the M and 24K protein mRNAs (which comi-
,enome replication and grate), and the 11K, 9.5K, and 14K protein messages (which
radiation. Genome and also have similar estimated molecular weights) all had differ-
ensitometry of fluoro- ent kinetics of inactivation (Fig. 4). Each mRNA showed an
the amount of RNA inhibition of synthesis which followed single-hit kinetics.
og scale) as a percent- The sensitivities of each gene, however, differed, as is
:ells. The lines shown shown by the UV doses corresponding to 37% survival listedilysis. in Table 1. The genes listed in order of increasing sensitivity
are as follows: 14K, 11K, N, P, M, 9.5K, 36K, F, 24K, L.
Target size calculations. To calculate target sizes of UV
inactivation of individual genes, we assumed that the target
es, la, lb, and lc, for viral genome replication was the complete genome and
9.5K, ilK, and 14K, that it contained a random distribution of potential sites for
As, 2a and 2b, which UV hits. Genome replication was monitored by incorpo-
a 36K protein which ration of [3H]uridine into genome-length RNA after an
cursor of the 84K increase in UV dose. The RNA samples were treated with
wo mRNAs, 3a and glyoxal before electrophoretic separation to eliminate possi-
3b, which encode the M protein and a 24K protein, respec-
tively.
Progressive changes in the relative abundances of these
transcripts were seen after increasing amounts of UV irra-
diation (Fig. 1). The viral genes differed considerably in their
sensitivities to UV treatment. The synthesis of the largest
mRNA (gel band 7, encoding the L protein) was most UV
sensitive, whereas synthesis of the small mRNAs that con-
stitute gel band 1 was the least UV sensitive. It is notable
that the synthesis of the N protein mRNA (band 4) was more
resistant than that of the smaller mRNAs found in bands 2
and 3 (containing the P and 36K protein mRNAs and the M
and 24K protein mRNAs, respectively). This demonstrated
that sensitivity of the viral genes to inactivation was not
dependent on gene size alone, which would have been
expected if each gene had its own promoter. Because bands
4, 5, and 7 each contain only one mRNA species (mRNAs N,
F, and L, respectively) (6, 18), the kinetics of inactivation of
their genes could be quantitated by densitometry (Fig. 2).
First-order kinetics was observed, consistent with the pre-
mise that a single lesion was sufficient to block the synthesis
of full-length transcripts.
The effect of UV irradiation on transcription of all 10 of
the viral genes was quantitated by hybridization with their
individual, nonoverlapping cDNA clones. In these experi-
ments, RNA was labeled metabolically with 32p, in the
presence of cycloheximide and actinomycin D. The radiola-
beled RNA was hybridized to dot blots of cloned cDNAs to
each of the 10 viral mRNAs. The hybridization of RNAs to
blots was determined to be specific by the observation that
hybridization of labeled viral message to plasmids containing
cDNA copies of cellular RNAs was at background levels.
The RNA hybridized to each cDNA dot blot was visualized
by autoradiography and quantitated by liquid scintillation
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FIG. 3. Effect of UV irradiation on RS virus transcription as
measured by dot blot hybridization. RS virus-infected cells were
treated with cycloheximide and actinomycin D and then exposed to
increasing doses of UV light for the following times (in seconds): 0
(lane A), 0 (lane B), 2 (lane C), 5 (lane D), 10 (lane E), 20 (lane F), 45
(lane G), or 60, (lane H). Labeled viral mRNAs were isolated and
quantitated by hybridization to replicate dot blots of viral message
cDNAs and one cellular cDNA (C) bound to nitrocellulose paper.
An autoradiograph of the filter is shown.
J. VIROL.























-100 The data obtained for inactivation of genome replication
50 were used as a standard to calibrate the target sizes for the
individual genes in terms of RNA molecular weight. The
15 results of these calculations are shown in Table 1. Table 1
also shows the molecular weights of each mRNA as previ-
ously determined by electrophoretic mobility (5, 6, 17, 18) in
- 50 comparison with the target sizes obtained by UV analysis.
The gene for the 14K protein had the smallest target size,
10 and its target size was similar to its gene size predicted on
the basis of transcript molecular weight. The measured
z target sizes for the remaining nine genes were two to six
-l°° z times larger than their predicted gene sizes. The target size





FIG. 4. Kinetics of inhibition of RS virus transcription by UV
irradiation. Synthesis of each RS virus mRNA was quantitated by
dot blot hybridization with the appropriate cDNA clone. The
amount of 32P mRNA bound was assayed by liquid scintillation
counting, and in each case, the amount of RNA synthesis remaining
after UV irradiation was plotted as a percentage of that in nonirradi-
ated cells. The lines shown were determined by least-squares
analysis.
ble annealing of transcripts to genomic RNA. Genome-
length RNA synthesis was quantitated by densitometric
scanning of fluorograms, and amounts synthesized versus
increasing UV doses are shown in Fig. 2.
DISCUSSION
The kinetics of inactivation of gene transcription and
genome replication in response to increasing UV doses was
analyzed for RS virus, and target sizes for transcription of
individual genes were determined. In a system in which each
gene had its own promoter, the UV target size should be
comparable to gene size. However, if multiple genes are
under the control of a single promoter, then the UV target
for each gene should be the sum of the molecular weights of
that gene and all the upstream genes. Because the target
sizes reported here appear to be the cumulative sizes of
multiple genes, the RS viral genes appear to be transcribed
from a single promoter.
The results presented show that the gene for the 14K
protein had the smallest target size and that its target size
most closely approached its mRNA molecular weight. Tar-
get sizes for the remaining genes exceeded their physical size
by two to six times. Additionally, if transcription were
initiated immediately upstream from each individual gene,
larger genes would present a larger target than smaller genes
and would receive proportionately more inactivating hits.
However, gene size was clearly not the sole determinant of
target size, as evidenced by the lower inactivation rate of the
N gene as compared with the M and P genes, which are both
smaller than N. This was also found in comparing inactiva-
tion rates of the M and P genes, which are larger than the
24K and 9.5K genes and 36K and 9.5K genes, respectively.
TABLE 1. Comparison of target sizes for genome replication and individual genes of RS virus
Doa ergs/mm2) Target size' (mol wt x 106) RNA size (mol wt x 106)
RNA Dot blot Gel Dot blot Gel
hybridization electrophoresis hybridization electrophoresis Individual( Cumulative"
Genome NDe 5.02 ND 5.62 5.62 ND
L 6.99 ± 1.2f 4.5 4.05 6.30 2.46 5.62
24K 9.15 ± 2.4 ND 3.12 ND 0.36 3.16
F 11.50 ± 2.8 11 2.48 2.58 0.70 2.8
36K 15.87 ± 1.2 ND 1.80 ND 0.35 2.1
9.5K 16.99 ± 3.2 ND 1.68 ND 0.20 1.75
M 23.35 ± 3.1 ND 1.22 ND 0.36 1.55
P 24.20 ± 5.7 ND 1.18 ND 0.34 1.19
N 31.80 ± 8.8 32 0.89 0.89 0.43 0.85
11K 55.18 ± 11.4 ND 0.52 ND 0.21 0.42
14K 64.60 ± 18.2 ND 0.44 ND 0.21 0.21
a D°, UV dose which corresponds to 37% survival of RNA synthesized. Values given are mean D° from four experiments for each method of analysis. Mean
coefficient of correlation of least-squares analysis of individual D° value ranged from 0.80 to 0.99.
b Target size for the loss of genomic replication was assumed to correspond to the molecular weight of the RS virus genome (5.62 x 106). The other target sizes
were calculated as being inversely proportional to the corresponding D°.
c Molecular weight of individual mRNA as previously determined (18) minus a value for 125 adenylate residues (25).
d Sum of molecular weights of each gene plus the molecular weights of preceding genes as based on the published RS virus gene order (5. 6).
ND, Not determined by this method of analysis.
f Standard deviation of individual D° values obtained by linear least-squares analysis of observed values.
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Similarly, it was observed that genes which had approxi-
mately the same size showed different kinetics of inactiva-
tion. For example, mRNAs for the 9.5K, l1K, and 14K
proteins all have the same apparent molecular weight, sug-
gesting that their gene sizes were approximately the same;
however, synthesis of the mRNA encoding the 9.5K protein
was much more UV sensitive. Also, the genes for the M and
24K proteins and the P and 36K proteins encode mRNAs
which comigrate, but the expression of their genes was very
different in sensitivity to UV damage.
The target sizes obtained, however, were comparable to
target sizes calculated by ordering and then summing the
physical gene sizes in the order of their increasing sensitivity
to UV: 14K, ilK, N, P, M, 9.5K, 36K, F, 24K, L. The target
size of the L gene as assayed from analysis by electrophore-
sis was approximately equal to the molecular weight of the
full-length template. These data would place the L gene
farthest from the promoter. The data obtained by hybridiza-
tion analysis, however, gave a target size for L that was
larger than that of other messages but smaller than genome.
We interpreted this apparent anomaly as follows. When
assaying for residual RNA synthesis by hybridization to
cDNA probes, the rate of product loss reflects the loss of
both complete and partial products. In contrast, the gel
electrophoresis assay measures only full-length products.
Measurement of partial products would make a gene appear
to be more resistant to irradiation. This may explain the
smaller target size obtained for the L gene when assayed by
hybridization as compared with electrophoretic mobility.
The contribution of partial products detected by hybridiza-
tion under our experimental conditions would be more
significant for a larger RNA, such as the L mRNA. In any
event, this discrepancy did not alter the gene order proposed
here, because the target sizes obtained by hybridization and
electrophoretic analyses (which measured only complete
products) both place the L promoter distal.
The single-promoter model predicts that the target size of
the genes should increase with increasing distance from the
promoter along the transcriptional template. Therefore, the
data presented here are consistent with a transcriptional map
which proceeds in the order: 3' 14K, l1K, N, P, M, 9.5K,
36K, F, 24K, L 5'.
Previously, a map for RS virus which ordered the tran-
scripts relative to each other was deduced from the sequence
contents and sizes of polycistronic mRNAs characterized by
hybridizing Northern blots of intracellular RNAs with cDNA
clones of each of the 10 monocistronic mRNAs (3a, 5, 6).
The transcriptional map obtained from that work was 14K,
1lK, N, P, M, 9.5K, ---, 36K, 59K, 24K, L (3a, 5, 6). The
UV transcriptional gene order confirms that arrangement.
This earlier study, however, left several questions unan-
swered. (i) How did this transcriptional arrangement relate
to the order of transcription? (ii) Did the "gap," or region for
which no readthroughs were found (dashed line between the
genes for the 9.5K protein and 36K protein genes), contain
an additional gene(s) or promoter(s)? (iii) How many pro-
RS 3'- 14K l1K N P M 9.5K G F 24K L -5'
NDV NP P M F HN L
I I I
VSV N NS M G L
FIG. 5. Comparison of the transcriptional maps of NDV, VSV,
and RS virus.
moters did the RS virus genome contain? The study present-
ed here provides evidence for a single promoter and deter-
mines the order of transcription. Additional genes in the gap
are unlikely because the target sizes of the 9.5K and 36K
protein genes do not differ by an increment sufficient to
account for an additional gene.
The simplest interpretation for the transcriptional maps
determined by these two different methods is that the viral
promoter is located at the 3' end of the genome and the order
of transcription is the same as the 3' to 5' order of the viral
gene. For VSV the transcriptional map and the physical map
have been shown to be colinear (1, 2, 16). Although the
Sendai virus physical map is not complete (10, 11, 14),
available data indicate that, in part, it is colinear with the
transcriptional map (15).
Earlier studies have shown that RS virus has at least 10
genes (5, 6), 7 of which code for structural proteins and 3 of
which appear to code for nonstructural proteins. For other
paramyxoviruses, only six or seven genes with only one
coding for a nonstructural protein have been reported (7, 11).
The gene orders of the paramyxoviruses NDV (4; Trudy
Morrison, personal communication) and Sendai virus (10,
11, 15) and the rhabdovirus VSV (1, 2, 16) are similar to that
of RS virus; however, important differences exist. The
transcriptional maps for NDV, VSV, and RS virus are
compared in Fig. 5, with the genes presumed to be analogous
indicated by vertical bars.
The gene orders of the paramyxovirus NDV and the
rhabdovirus VSV are similar to the order reported here for
RS virus in that the nucleocapsid protein, phosphoprotein,
and matrix protein genes are found clustered at one end of
the transcriptional map, whereas the L gene is promoter
distal. In contrast, the RS virus genome contains two genes
preceding the nucleocapsid gene. In addition, as compared
with NDV, RS has the additional 9.5K and 24K protein
genes which lie between the M and 36K (G) genes and the F
and L genes, respectively. This situation differs from the
gene order of the paramyxovirus NDV, in which the M and F
genes and HN and L genes appear to be contiguous.
In summary, the data presented here and in other works
(5, 6) show that RS virus differs from other paramyxoviruses
studied to date in both its number of genes and in its
transcriptional map. It will be of interest to determine the
relationship of the additional RS virus gene products to those
of other paramyxoviruses to assess their evolutionary relat-
edness. Studies are under way to determine the structures
and functions of the proteins coded by the additional genes
and to determine the RS virus physical map and its relation-
ship to the transcriptional map.
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